[Abstract] Determining an accurate count of intestinal bacteria from Caenorhabditis elegans is one critical way to assess colonization proficiency by a given bacteria. This can be accomplished by culturing appropriate dilutions of worm gut bacteria on selective or differential agarized media. Because of the high concentration of bacteria in gut worm, dilution is necessary before plating onto growth media.
2. Pick 10 young adults onto an E. coli OP50 seeded 60 mm NGM plate (see Recipes). Allow the worms to grow 2-3 days to ensure at least 100 gravid adult worms and an adequate number of eggs on the plate.
3. Once reached this worm number, pour 3 ml of M9 buffer (see Recipes) onto the plate and gently swirl it to dislodge the worms. Repeat this procedure one more time using 2 ml of M9 buffer.
One plate is enough for bleaching.
4. Using a pipette, transfer the worms to a 15 ml conical tube.
5. Centrifuge for about 1 min at 252 x g to pellet the worms.
6. Aspirate most of the M9 without disturbing the worm pellet.
www.bio-protocol.org/e2345 7. Add about 1 ml of 3% hypochlorite solution and 2.5 ml of 1 N NaOH (see Recipes) to the tube.
8. Vortex the tube for approximately 5 min or until you see a decrease in the number of intact adult worms. Do not bleach for much longer than this or you will kill the eggs.
9. Once most of the bodies have dissolved, neutralize the alkaline hypochlorite by adding M9 buffer until 15 ml of the conical tube and centrifuge at 252 x g for 1 min.
10. Aspirate most of the supernatant solution without disturbing the egg pellet.
11. Add about 15 ml of M9 to the tube and mix well.
12. Centrifuge again at 252 x g for 1 min.
13. Aspirate most of the M9 without disturbing the egg pellet.
14. Repeat steps A11-A13 at least one more time.
15. Add about 5 ml of fresh M9 and agitate to resuspend the egg-enriched pellet. Incubate overnight at room temperature with gentle rocker stirrer. The eggs will hatch and the animals will arrest as starved L1 larvae.
16. Transfer between 100 and 200 starved L1 larvae to a 60 mm NGM plate with E. coli OP50 cells 2. Use the same number of animals (worms) fed on each bacterial strain during sample preparation.
3. Treat the worms with 0.25 mM levamisole to induce temporal paralysis.
4. Superficially sterilize with 3% commercial Bleach for 5 min (see Note 5).
5. Wash at least three times with M9 buffer.
6. After the worms were surface sterilized, worms devoid of outside bacteria are disrupted using a pellet pestle and 1% Triton X-100 (see Note 6).
7. Centrifuge at 14,800 x g for 10 min, remove the supernatant and resuspend the pellet of each tube in 500 µl M9 buffer (see Note 4).
C. Preparation of sample dilutions (Figure 1) 1. To begin the procedure, take 50 µl of the cell suspensions and add to 450 µl of deionized water.
Shake the suspension well, and label as '10
2. Before the sample settles, remove 50 µl of the cell suspension with a sterile pipette and transfer it to a 450 µl-deionized water blank. Vortex the sample, and label as '10 -2 '.
3. Repeat this dilution step, using 50 µl of the previous suspension and a 450 µl-deionized water blank. Label these sequentially as tubes '10 -3
'.
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2. Next, dip a glass spreader into ethanol. Place the spreader in a flame for a few seconds to ignite and burn off the ethanol. This will sterilize the spreader. 7
Data analysis
1. For each strain or condition, use at least 50-100 animals to obtain results that are more accurate.
2. For each experiment, the same number of nematodes should be examined for each strain and condition.
3. Each assay should be run in triplicate and repeated at least three times (Duveau and Felix, 2012 
